Molecules and Cells
E. Nuclear expression of αS824 in SH-SY5Y cells transfected with plasmid pCMV-tTA and TetP-nuclear αS824 determined by immunofluorescence using FLAG antibodies. Expressed nuclear αS824 is negative for thioflavin S (Thio-S) staining. Reporter protein mCherry was also expressed and the nucleus was counterstained with 4', 6-diamidino-2-phenylindole (DAPI).
F. Cell viability measured by trypan blue exclusion assay (n = 6 per group) demonstrating no cellular toxicity by 2 days of Tet-OFF nuclear αS824 expression in SH-SY5Y cells.
G. Representative western blot of nuclear αS824 at indicated time points in SH-SY5Y cells treated with either PCIII or vehicle. Nuclear αS824 clearance was monitored using anti-FLAG antibodies. β-actin served as a loading control.
H. Quantification of relative nuclear αS824 protein levels normalized to β-actin for the indicated experimental groups (n = 3 per group).
I. Detailed experimental schedule to assess the effect of proteasome inhibition for nuclear β23 or nuclear αS824 clearance by PCIII.
J. Representative anti-FLAG western blot of nuclear β23 at indicated time points in SH-SY5Y cells with 24 h nuclear β23 expression followed by treatment with either PCIII or vehicle. MG-132 (1 uM, 24 h) was used to inhibit proteasomal protein degradation. β-actin served as a loading control.
K. Representative anti-FLAG western blot of nuclear αS824 at indicated time points in SH-SY5Y cells with 24 h nuclear αS824 expression followed by treatment with either PCIII or vehicle. MG-132 (1 uM, 24 h) was used to inhibit proteasomal protein degradation. β-actin served as a loading control.
Quantitative data are expressed as the mean ± standard error of the mean (SEM). Statistical significance was determined by ANOVA with Tukey post-hoc analysis. ***p < 0.001.
Mol. Cells
Cell Quantitative data are expressed as the mean ± standard error of the mean (SEM). Statistical significance was determined by unpaired two-tailed Student's t test or ANOVA with Tukey post-hoc analysis. *p < 0.05, **p < 0.01, and ***p < 0.001.
